2 repeat (STR) profiles. For STR profiling of cell lines the GenePrint 10 System (Promega, Mannheim, Germany) was used according to the manufacturer's recommendation. For STR profiling of short-term cultures forensic STR loci were determined by the Institute of Forensics, Ulm University.
Generation and genetic characterization of U-NB2 cells
Tumor tissue was cut and dissociated with liberase DH (0.62 U/ml in HBSS, Roche, Mannheim, Germany) at 37°C for 15-45 min. Cells were resuspended in serum-free DMEM/F12 medium (GIBCO) supplemented with 2 mM glutamine, 100 U/ml Pen/Strep, 10 IU/ml heparin (ratiopharm, Ulm, Germany), 20 ng/ml LIF (Millipore, Billerica, MA, USA), 20 ng/ml basic FGF (Miltenyi Biotech), 20 ng/ml EGF (Miltenyi Biotech) and 1x B27 (50x, GIBCO) seeded into non-adhesive cell culture dishes and passaged weekly. EGF and basic FGF were added to the tumor cells every 23 days.
To detect chromosomal aberrations, we performed fluorescence in situ hybridization (FISH). U-NB2 cells were treated with pepsin (0.05 mg/ml) for 3 min at 37°C. For fixation samples were incubated 5 min in 1% PFA/PBS, washed with PBS and dehydrated with increasing ethanol concentrations. Samples were denatured with denaturation mix 70% (v/v) deionized formamide, 2x SSC (20x SSC: 3 M NaCl, 0.3 M sodium citrate pH 7), 7 ml NaPO4 buffer (pH 7) at 72°C for 2 min. After dehydration and drying the probes were added. Probes were from Abbott Molecular (Wiesbaden, Germany). To detect 1p36 microdeletion the Locus Specific identification probe (LSI) p58 (1p36) orange/TelVysion 1p green/LSI 1q25 aqua was used. For MYCN amplification the Vysis LSI N-MYC (2p24) green/chromosome enumeration probe (CEP) 2 (2p11.1-q11.1) orange was used. Probe mix (7 μl hybridization buffer, 1 μl DNA probe, 2 μl dH2O) was denaturated at 73°C for 5 min. The probe mix was added onto the sample, covered with a cover slip, sealed with rubber cement and 3 incubated at 37°C overnight. Slides were washed with buffer A (50% formamide, 2x SSC, pH 7-7.2) at 42°C and in buffer B (0.2x SSC pH 7-7.2) at 60°C. Whole DNA and a Keyence BZ-9000 microscope (Neu-Isenburg, Germany).
Immunohistochemistry
Immunohistochemistry of formalin-fixed, paraffin-embedded sections was performed using standard protocols. Briefly, serial sections were deparaffinized, pressurecooked in citrate buffer, treated with avidin/biotin blocking reagent (DAKO, Hamburg, Germany), and probed with anti-CD31 (Dianova, Hamburg Germany), rabbit-antiTyrosine hydroxylase (Pel-Freez, Rogers, USA) or rabbit-anti-human-active caspase 3 (1:250, Abcam). Alkaline phosphatase-conjugated anti-mouse or anti-rabbit and liquid permanent red substrate chromogen system (DAKO) were used according to the manufacturers' instructions. Ki67 (DAKO) staining was performed using the EnVision G/2 System/AP rabbit/mouse permanent Red protocol (DAKO). Stained samples were analyzed using a Keyence BZ-9000 microscope.
Soft agar assay
0.6% soft agar was prepared using low melting point agarose (Invitrogen, Carlsbad, CA, USA) in growth medium containing FBS and additives. A single cell suspension of 1000 cells/ml in 0.3% top agar was added onto the bottom agar in 24-well plates.
Growth medium with 1 µM GSI-I was replaced twice a week until colony formation was observed. Colonies were stained with 1 mg/ml MTT (Sigma).
Clonogenic growth assay
A single cell suspension of NB cells in clonal density, i.e. 1000 cells/well was seeded in 6-well plates. Growth medium with 1 µM GSI-I was added 24h after seeding.
Colonies were stained with crystal violet (Sigma-Aldrich) after 5-7 days.
Sphere formation assay
NB cells were seeded in clonal density (1 cell/µl) into non-adhesive dishes in serumfree DMEM/F12 medium (GIBCO) supplemented with 2 mM glutamine, 100 U/ml penicillin/streptomycin, 10 I.U./ml heparin (ratiopharm, Ulm, Germany), 20 ng/ml LIF (Millipore, Billerica, MA, USA), 20 ng/ml basic FGF (Miltenyi Biotech, Bergisch
Gladbach, Germany), 20 ng/ml EGF (Miltenyi) and 1x B27 (GIBCO). EGF and bFGF were added twice a week.
Western blot analysis
Cells were lysed in Laemmli lysis buffer with fresh protease and phosphatase Goat-anti-mouse-HRP and goat-anti-rabbit-HRP (Santa Cruz) were used as secondary antibodies.
Generation and transfection of pcDNA3-dnMAML-GFP
The dnMAML-GFP cDNA was isolated by BglII/ClaI digestion of the retroviral vector 
PAS-staining
Periodic acid-Schiff (PAS) staining was performed according to standard protocols.
Briefly, formalin-fixed, paraffin-embedded tissue specimens were deparaffinized and rehydrated. Periodic acid (Carl Roth, Karlsruhe, Germany) was added for 5 min and slides were incubated at room temperature. After washing in distilled water Schiff's reagent (Carl Roth) was added for 15 min at room temperature. Subsequently, specimens were washed in running tap water for 5 min and nuclei were counterstained with Meyer's hematoxylin (Sigma-Aldrich) for 5-10 sec. Finally, samples were dehydrated and mounted in non-aqueous mounting medium (Merck, Darmstadt, Germany).
